fection can be fatal, although most people sur vive this phase, â€remaining asymptomatic throughout their lives or developing the chronic form of the disease.
Inbred and congenic strains of mice are cx cellent tools for analyzing the genetic basis for the variability of the immune response to many pathogens. Indeed, inbred strains of mice in fected with T. cruzi vary from highly resistant to highly susceptible,2 a situation similar to the be havior of humans. The extensive variation in susceptibility within these two species suggests the existence of a genetic basis for natural resis tance to this disease.
Among the host factors contributing to resis tance, participation of antibodies has been clear ly demonstrated by protecting experimental an imals with immune serum3 or immunoglobulin fractions,4 by antibody-dependent cell-mediated cytotoxicity5 and by enhancement ofT. cruzi in fection in rats neonatally suppressed in their an tibody production.6
It is most likely that the parasite contains many antigens with different degrees of immunogenic, protective and diagnostic values. Among these, the best characterized are glycoproteins of MWs: 90,000 (GP9O),7'8 72,000 (GP72),9' â€˜Â°25,000 (GP2S) ,â€•'3 57,000/51,000 (GPS7/5l)'4 and 85,000. 15 The A.SW (H-2@)and A.CA (H-2@)strains of mice, congenic for the H-2 major histocompat ibility complex, differ dramatically in their sus ceptibility to the acute infection mediated by the intraperitoneal (i.p.) injection of 10,000 blood trypomastigotes ofthe Tulahuen strain of T. cru zi. All A.CA mice die about 12 days post inoc ulation, while the A.SW counterparts survive in definitely. '6 The immune response against an organism of such complexity as a protozoan parasite is most likely controlled by genes dispersed in the host's genome. Among them, the H-2 complex is a can didate whose role should be ascertained, since it contains several genes controlling important fea tures of the immune response. The experimental model represented by the A.SW/A.CA combi nation of congenic strains provides an oppor tunity to assess this role at the molecular level of antigenic recognition. We report here that the A.SW strain has the capacity to generate anti bodies against a 45 kDal polypeptide present in epimastigotes and trypomastigotes of the Tula huen strain of T. cruzi. The prominence of this polypeptide, judged by immunowestern blotting (IWB), and the fact that it is recognized by the A.SW but not by the A.CA strain, allows us to characterize it as an immunodominant and im munogenetically defined moiety.
Parasites

MATERIALS AND METHODS
Blood trypomastigotes from the Tulahuen strain of T. cruzi, maintained by passage in ir radiated (500 r) A/Sn mice, were obtained at the peak of parasitemia by collecting the blood in 3.5% w/v sodium citrate and immediately cen trifugating (150 x g for 30 sec). The parasites Twenty five @d of sonicated bloodstream try pomastigotes or epimastigotes (20 @ig total pro tein per ml), in 0.1 M carbonate buffer (pH 9.6), were placed in the wells of polyvinylchloride (PVC) plates. The plates were then incubated overnight at 4Â°C; washed three times with PBS 0.05% v/v Nonidet P-40 (PBS-NP4O); saturated for 1 hr with PBS with 1% w/v bovine serum albumin; and incubated at room temperature in triplicates for 1 hr with immune and preimmune sera from individual mice. Next they were washed three times with PBS-NP4O; incubated for 60 min at room temperature with l0@cpm ofa goat IgG (affinity purified and radiolabeled with 12Sf), anti-mouse IgO, and washed three times with PBS-NP4O, after which the radioactivity asso ciated with the individual wells was measured. Negative controls included wells without anti body and/or antigen.
Immunowesternblotting
One hundred @g (total protein) of sonicated trypomastigotes and epimastigotes were electro phoresed in a continuous front, in 10% SDS PAGE slabs, and the proteins present in the en tire track were transferred to nitrocellulose pa per. The nitrocellulose sheets were then blocked with 5% (w/v) non-fat powdered milk in PBS; washed three times with PBS-NP4O; cut into 0.5 cm wide strips and incubated for 2 hr with I: 100 dilutions of sera from A.CA and A.SW mice; washed three times with PBS-NP4O, and incu bated for 2 hr with an anti-mouse IgG (made in goats, affinity purified and radiolabeled with 125!); washed three times, dried and exposed for ra dioautography for 10 hrat â€" 70Â°C with intensifier screens. In all cases, the radioautographic pat terns shown corresponded to the electroblotted polypeptides present in the whole SDS-PAGE track.
Partial purification of Tc45 by electroelution
Three mm SDS-PAGE slices, cut from ana lytic gels, were electroeluted overnight, at 0.5 watts. The presence of Tc45 in the eluted ma terial was monitored by IWB against immune A.SW sera. corresponded to nuclei, flagella, kinetoplasts and mitochondria; P3 to plasma membrane; P4 to microsomes and S4 to cytoplasm. To identify Tc45, the fractions were subjected to IWB, load ing equal amounts of protein per well. The IWB was developed with a rabbit antiserum raised (Fig.  1, tracks 1â€"2,6â€"7; Fig. 2, tracks 1â€"5) . The A.CA strain invariably failed to recognize this poly peptide (Fig. 1, tracks 3, 8; Fig. 2, tracks 6â€"9 (Fig. 3, tracks 1â€"4) in a way similar to mice immunized with sonicated trypomastigotes (pro tocol A) (Fig. 1, tracks 1â€"2 ; 6â€"7) or with a large dose of live cultured epimastigotes (Fig. 2, tracks  1â€"5) . In all experiments, the molecular weight of Tc45 was determined by comparison with markers for SDS-PAGE.
Evidence that the whole range of polypeptides separated in the SDS-PAGE was transferred to the nitrocellulose sheet was obtained by staining it with Amido Black (Fig. 4) . Basically, the same banding pattern observed in the Coomassie Blue stained SDS-PAGE (tracks 1â€"3) is also observed on the stained nitrocellulose (track 5). In the 45 kDal region no predominant stained band is ob Tc45 was partially purified from analytic SDS PAGE, starting from whole sonicated epimas tigotes (see Materials and Methods). The im munogenetically defined antigenic properties of Tc45 were preserved in the eluted material as judged by its reactivity with immune sera from A.SW animals (Fig. 5, tracks 1, 2) and its lack of recognition by immune sera from A.CA mice and third, it should be possible to identify the molecular target of their immune response.
According to a previous study from our laboratorie&6 the A.CA/A.SW congenic pair ful fills two of these requisites. First, they show a dramatic difference in their sensitivity to an acute infection mediated by the i.p. injection of 10,000 trypomastigotes of the Tulahuen strain ofT. cru zi and second, given that these two strains are congenic for the H-2 complex, the control of this differential sensitivity can be assigned to this ge netic segment or to its immediate vicinity.
The data presented here show that at the hu moral level these two strains respond differently Since Tc45 is present in epimastigotes, it will be possible to attempt its semipreparative pu rification using relatively large numbers of this 
